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Figure 1. Preparation of pins
4. Silicone (Shin-Etsu Silicone, KE-106 and CAT-RG) 5 . Cover glasses (24 x 40 mm and 18 x 18 mm, 0.12-0.17 mm in thickness, Matsunami Glass, catalog numbers: C024401 and C218181) 6 . Drosophila melanogaster-harboring gene mutations or transgenes (most strains are available from public stock centers, which can be accessed through the website below:
http://flybase.org/wiki/FlyBase:Stocks) Figure 6 and our previous study (Hosaka et al., 2017) :
Note: We utilized the following lines in

UAS-preproANF-EMD; D42-GAL4 (Bloomington Drosophila Stock Center, catalog numbers: 7001 and 8816). This line expresses preproANF-EMD, which visualizes the dense core vesicles in motor neurons with green fluorescence.
7. Sodium chloride (NaCl) (NACALAI TESQUE, catalog number: 31319-45) 8 Third-instar larvae (three days after hatching at 25 °C) stop feeding behavior and climb on wall of a vial, which is referred to as wandering behavior.
b. Transfer the larva into 1 ml of HL-3 solution on the dissection dish. c. Hold both the front and tail edges of the larva using short insect pins (red arrowheads in Figure 4A ), keeping its dorsal side upward so that the tracheae (white arrows in Figure 4A) can be seen through the body wall.
d. Cut the body wall along the dorsal midline from the tail side (yellow dashed line in Figure   4B ) to construct a fillet, holding the four corners of the body wall with short pins (red arrowheads in Figures 4C and 4D ). To ensure that healthy neurons are imaged, it is important to complete the dissection within 5 min and subsequent observation within 5 min. 
Note: We usually use motor neuron axons projecting to the A6 muscles (Figure 4I
)
